INTRODUCTION
PCRs were performed in duplicate, and the mean values of mRNA expression resulting 139 from three independent experiments were considered in all cases. 
176
Analysis of whole-genome gene expression. Three independent replicates of 177 PAO1 and PAΔcreBC were grown at 37°C, to an optical density at 600 nm of 1
178
(OD 600 =1) of 1, in vigorously shaken 50-ml baffled flasks containing 10 ml of LB broth 179 without antibiotics or supplemented with cefoxitin 50 µg/ml or ceftazidime 0.5 µg/ml .
180
The cells were collected by centrifugation (8,000 g for 5 min at 4°C) and total RNA was 181 isolated using the RNeasy minikit (QIAGEN) following the manufacturer's instructions.
182
RNA was dissolved in water and treated with 2 U of TURBO DNase (Ambion) for 30 183 min at 37°C to remove contaminating DNA. leads to a significant constitutive upregulation of creD ( Figure 1C ). Interestingly, we 251 also show in the present work that the inactivation of either nagZ or ampG in the dacB 252 mutant determines a major attenuation of creD basal expression levels (Figure1C).
253
As shown in Figure 1D , a major impact of ampC regulatory components on 254 creD inducibility in the presence of cefoxitin was also evidenced. Figure 1D ). Finally, the results of the present work show that the inactivation of ampC,
261
but not of nagZ or ampG, in the dacB mutant did also further increase creD inducibility
262
( Figure 1D ).
263
Although the presented results certainly highlight the complexity of the interplay 264 between CreBC and AmpC regulatory pathways, several conclusions could be reached.
265
A first obvious conclusion is that ampC expression itself greatly affects creD bacterial fitness, especially in the presence of subinhibitory concentrations of β-lactams.
294
The absence of major fitness differences depending on whether the specific β-lactam 
298
Similar results were obtained when fitness was measured in terms of growth 299 rates in individual cultures (Table 3) . While duplication times were not sensitive enough 300 to show the small fitness defect associated to CreBC inactivation in competition 301 experiments, they clearly evidenced the major cost associated to CreD inactivation and 302 how it is significantly enhanced in the presence of subinhibitory concentrations of β-303 lactams (Table 3) . 
313
Results are presented in Table 4 [genes showing modified expression in PAOΔcreBC 314 compared to PAO1 in the three evaluated conditions (no antibiotics, cefoxitin, and (Venn diagram of differentially regulated genes).
318
As shown in Table 4 , pair-wise comparisons of the datasets of significantly 
323
Moreover, as shown in Table 5 As shown (Fig. 3A , moeA1, phzA1 and groeS), 50% of them being double direct repeats (Fig. 6) . Moreover,
399
an analysis of the upstream sequence of 100 randomly selected genes revealed that only 22 400 of them had the single tag, but no direct repeats were found, confirming the significant 401 association between the presence of the cre-tag and experimental CreBC-dependence. 402 In previous studies performed in E. coli a direct analysis performed over the 403 whole sequence led to the identification of eight genes that contained the cre-tag motif: 
426
We previously described that, in P. aeruginosa, PBP4 mutation leads to an aeruginosa, appear to be a single system, which responds to signals generated in the cell 445 wall, and regulate the expression of a set of genes in response to specific environments 446 and metabolic signals, including the presence of ß -lactams.
447
We demonstrate the presence of the putative cre-tag motif in a high 
683
The output is represented using WebLogo (53) for the creBC-dependent genes,
684
including the presence of the single tag (up), and the direct double repeats (down). 
